Rapid procedure for obtaining tracheal apical membranes.
Apical membranes from cow tracheal epithelium were prepared in a two-step process. First, most of the unwanted membranes in the crude homogenate were aggregated with Mg and removed by a low-speed spin. The membranes remaining in the supernatant were pelleted by a high-speed spin, resuspended, and exposed to ouabain-affinity chromatography. This step removed approximately 50% of the protein, all the Na-K-adenosinetriphosphatase, but had no effect on total levels of alkaline phosphatase (a marker for apical membranes). The specific activity of the apical membrane marker, alkaline phosphatase, was 21 +/- 7-fold (mean +/- SD) greater in the apical membranes than in the homogenate. Markers for nuclei, mitochondria, and basolateral membranes were excluded compared with the homogenate. Similar results were obtained with primary cultures of cow tracheal epithelium. The vesicular nature of the membranes was demonstrated in isotope uptake studies that revealed an osmotically active space.